A method is described for preservation of blood for delayed determinations of ammonia by rapid freezing of the samples in a dry ice and acetone solution followed by storage of the specimens in the frozen state. The method was evaluated by first establishing the reproducibility of the chemical method used for blood ammonia analysis in 714 consecutive samples of dog blood which were analyzed in duplicate, and then determining whether freezing caused greater changes in ammonia concentration than one would expect knowing the reproducibility of the chemical method.
In a previous report (17) reference was made to a method developed in our laboratory for the preservation of blood ammonia by rapid freezing of the blood sample immediately after shedding. 
Materials and Methods

Sources of Material
In order to ascertain whether or iiot freezing and delayed determi- ml.
Method of Ammonia Determination
The method employed for measuring blood ammonia nitrogen was based on the microdiffusion technic of Conway (8) combined with colorimetric analysis of the diffused ammonia as described by Russell (21 
Method of Statistical Analysis
The reproducibility of the chemical method employed for determination of blood ammonia was established by calculating the differences between duplicate determinations performed on 714 samples and plotting the 714 differences on a distribution curve (Fig. 1) . Similarly, the change in blood ammonia after freezing was determined by calculating the difference betweeii the ammonia determination performed immediately, and the ammonia determination performed on the same blood specimen after 24, 48, 72, 96, and 120 hr. of freezing, and these differences were plotted on a distribution curve for each of the 5 freezing periods (Figs. 2 and 3) . The curves depicting the distribution of differences in the frozen specimens were then compared with the curve depicting the distribution of differences in the duplicates in order to determine whether freezing caused greater changes in ammonia concentration than one would expect, knowing the reproducibility of the method used to make the ammonia analysis. This comparison was made according to the relation described by Fisz (10) .
Results
Analysis
ml. or less in 91% of the samples and 35 g./100 ml. or less in 97% of the samples (Fig. 1) ml. with a range of 0 to 22 g./100 ml. A comparison of curves indicated that the ammonia level was unaltered during this period of freezing.
The findings were similar at the end of 48 hr. of preservation in the frozen state, when the mean difference between the immediate and delayed detrminations was 13 g./100 ml. with a range of 0 to 27 1zg./100 ml.
After 72 hr. of freezing, the mean difference between the immediate ml., and after 24 hr. the rise was as great as 1400 g./100 ml. Medwedew attributed the elevation of blood ammonia to "deamidization resulting from ferment action." Subsequently, numerous authors confirmed his observations on blood from a variety of species, including man (1, 3, 4, 9, 14, (18) (19) (20) 
